The aim of this study was to examine the status and interrelationship of vitamin D, bone mineral density, bone turnover markers in recurrent calcium stone formers.
INTRODUCTION AND OBJECTIVES:
It is recently being established that phagocytosis of crystals formed in the kidney by anti-inflammatory macrophages (M2-M&[phis]) inhibits urinary calculi formation, thus preventing stone formation. The aim of this study is to establish a new analytical method for quantifying the phagocytic ability of crystals by macrophages.
METHODS: Fluorescently labeled calcium oxalate monohydrate (f-COM) crystals were prepared by mixing Alexa Fluor 488 with 200 mM sodium oxalate solution and 200 mM calcium chloride dihydrate solution. After culturing mouse M&[phis]s (J774.1 and RAW264.7) for 24 h, f-COM crystals were exposed at 62.5 mg/cm 2 (for 0, 6, and 24 h) and 133 mg/cm 2 (for 24 h). At the defined times, the cells were washed with PBS to remove suspended f-COM crystals and then fixed with 4% paraformaldehyde. The cytoplasm of macrophages was stained with Phalloidin-iFluor 555 and the nucleus with 4',6-diamidino-2-phenylindole (DAPI). By using the IN Cell Analyzer 6000, which is an imaging cytometer, 100 fields of view of each well were scanned to quantify the signal intensity of f-COM crystals per cell and the number of phagocytic cells. RESULTS: Imaging cytometry revealed f-COM crystals as green and cytoplasm and nucleus of macrophages as red and blue, respectively, in both cell lines. By quantitative analysis, COM signal intensity per cell showed significantly higher RAW 264.7 than J 774.1 at 6 and 24 h. These values also increased significantly with time and COM concentration dependence. Moreover, the COM signal positive cell number showed the same tendency.
CONCLUSIONS: We developed a method to accurately quantify COM crystals phagocytosed by macrophages. This method is e74 THE JOURNAL OF UROLOGY â Vol. 199, No. 4S, Supplement, Friday, May 18, 2018 expected to contribute to the development of future drugs that enhance the crystal phagocytic ability of macrophages. 
PD03-10 COMPARATIVE URINARY METABOLOMICS REVEAL DISTINCT PROFILE IN PATIENTS WITH URINARY STONE DISEASE
Andrew Nguyen*, Anna Zampini, Emily Rose, Manoj Monga, Aaron Miller, Cleveland, OH INTRODUCTION AND OBJECTIVES: Urinary stone disease (USD) is associated with unique urinary metabolic profiles. Conventional metabolic profiles focus on key metabolites, such as oxalate, citrate, and others that are known to play a role in stone formation. However, there is a considerable gap in understanding other urinary metabolites that may play a role in stone formation. The objective of the current study is to use high-throughput metabolomics of the urine to identify additional metabolites that play a role in the pathophysiology of USD.
METHODS: Urine samples were collected from a cohort of USD patients and healthy controls at the Cleveland Clinic. The samples were prepared by diluting 1:4 in a 50% acetonitrile solution containing internal standards 30 mM 4-nitrobezoic acid and 2 mM debrisoquine. The samples were centrifuged to precipitate proteins. The supernatant was then run on a reverse phase C18 high-performance liquid chromatography (HPLC) column coupled to a time-of-flight mass spectrometer (TOFMS). Extracted metabolites were then subjected to positive and negative electrospray ionization (ESI). Resulting ions were then identified by comparison to the Human Metabolite Database (HMDB) with a mass error of <7 ppm. Ionic features were also mapped to various processes in KEGG, BioCyc, and Reactome. Principal components analysis was used to map the results.
RESULTS: The urinary metabolome profiles were significantly different between the USD and Control groups (see Figure 1) . Furthermore, 28 ionic species were significantly different, including leucine, glutamic acid, and pyroglutamic acid, among others. Pathways enriched in USD patients included Phase II conjugation, glutathione synthesis and conjugation, and biological oxidation.
CONCLUSIONS: This is the first study to compare the urinary metabolomic profile in patients with or without USD, using highthroughput techniques. These data can be used as a foundation for diagnostic and therapeutic applications to help prevent the formation of urinary stones. INTRODUCTION AND OBJECTIVES: While struvite stones are associated with colonization by urease-producing bacteria, the relationship between bacteria and stones remains otherwise poorly defined. Standard stone culture (SSC) identifies bacteria in 15-70% of stones, with E. coli and urease-producers predominating. SSC protocols are not conducive to growth by slow-growing, fastidious or anaerobic bacteria which comprise the vast majority of the urinary tract microbiota. Using EQC, we characterize the stone microbiome, specifically as it relates to stone composition.
METHODS: Stones were extracted from 70 patients; 22 undergoing percutaneous nephrolithotomy (PCNL) and 48 undergoing
